. Time-dependence of the estimation of r in case of PS saturation. The values of r are extrapolated from the binding curve at different time points for a PS plate saturated at the level [Ag]0 = 30 nM. Hyperbola (magenta curve) allows for faster extrapolation, increased accuracy and greater robustness than Lindmo plots (green-blue curves: 1 with all data points, 2 exclusion at [Ag]0 = 1.25 nM, 3 exclusion at [Ag]0 ≤ 2.5 nM, 4 exclusion at [Ag]0 ≤ 5 nM). Negative r values (many occur in Lindmo plots) are not shown. The Lindmo plots give bad fit, requiring the exclusion of the low bound fractions. Hyperbola, which does not require exclusion of data points, is the most reliable fit. However, for a saturated plate, the accuracy of r at KD > 10 nM decreases even with hyperbola. Figure S1 ). Hyperbola (magenta curve) allows faster extrapolation, higher accuracy, and greater robustness than Lindmo plots (green-blue curves: 1 with all data points, 2 exclusion at [Ag]0 = 1.25 nM, 3 exclusion at [Ag]0 ≤ 2.5 nM, 4 exclusion at [Ag]0 ≤ 5 nM). Negative r values (not shown) occur with Lindmo plots but not with hyperbola. The Lindmo plot requires exclusion of the low bound fractions, but not hyperbola. The accuracy of r at KD > 10 nM is poor, which limits the assay to KD ≤ 10 nM in case of a PS plate saturated at this level of [Ag]0. Figure S3 . Time-dependence of the estimation of r for anti-gp120 125 I-3BNC117 antibody bound to an excess of gp120 heptamer. The values of r are extrapolated from the binding curve at different incubation times. The hyperbola (magenta curve) provides a faster extrapolation, more precision and a higher robustness than the Lindmo plots (green-blue curves: 1 with all data points, 2 exclusion at [Ag]0 = 1.25 nM, 3 exclusion at [Ag]0 ≤ 2.5 nM, 4 exclusion at [Ag]0 ≤ 5 nM). Negative r values (not shown) occur with Lindmo plots but not with hyperbola. The Lindmo plot following exclusion of [Ag]0 ≤ 5 nM displays a level of precision and robustness similar to that of the hyperbola, with a lower r estimate. 
Mean±SD results of fits. The simulation uses n = 25 matrices of triplicate Therefore, extrapolation with hyperbola is done with the entire vector of antigen in the usual manner. Precision is good with small SD (1-3) , but accuracy at KD > 10 nM decreases. Second row: after acknowledging saturation, the duplicated well can be removed from the fit. In fact, this results in a poorer fit with decreased accuracy at KD ≤ 10 nM and an increase in SD. Third row: the Lindmo plot following the exclusion of the fractions bound at [Ag]0 ≤ 5 nM, but keeping the duplicate at [Ag]0 = 30 nM, gives good estimates of r for KD ≤ 10 nM. Fourth row: after removing the duplicate at [Ag]0 = 30 nM, using only three out of seven data points, precision and accuracy decrease. 
Mean±SD results of fits. The simulation uses n = 25 matrices of triplicate 
